Supplementary Figure 2. Effect of a single freeze-thaw cycle on phylogenetic composition. Related to
. Bacterial phylogenetic composition determined by MetaPhlAn2 of four Test Set 1 CF sputum metagenomes, without DTT homogenization and extracted either before (top, "Fresh") or after (bottom, "Frozen") freezing. Figure 2C . Cultures of eight separate clinical isolates from Test Set 1 (3 Achromobacter, 3 Rothia, 3 Staphylococcus and 1 Streptococcus) were subjected to both Benzonase1 and Benzonase2 processing methods, which differ in the order in which EDTA is added. Viable counts were measured after the hypotonic, host-cell lysis step and after enzyme inactivation, as indicated. Three isolates of A. xylosoxidans, three isolates of P. aeruginosa, two isolates of Rothia dentocariosa, one isolate of R. aeria and two isolates of S. aureus were cultured overnight. Quantitative PCR against the bacterial 16S gene was performed on culture supernatant to detect extracellular DNA from each taxon. Figure 6 . Determining adequacy of sequencing depth for detecting taxa and antibiotic resistance genes. Related to Figure 6 . All metagenomic sequencing files were subsampled to 0.1, 0.5, 1, 2.5, 5, 7.5, 10, 12.5 and 15 million reads. A) Taxonomic composition was determined independently for each subsampled sequencing file using MetaPhlAn2 as detailed in Methods. Richness was calculated as the total number of detected species. B-D) Antibiotic resistance genes were detected as described in methods for Figure 6b . B) Number of genes with at least one read mapping to that gene, C) number of genes with at least 5x average coverage across the gene and D) number of genes with at least 10x average coverage across the gene. Streptococcus  2284  6362  8985  10270  10491  10609  7141  5427  6350  19810  32217  37730  2691  4702  6609  3280  6319  6236  7  22  40  4  23  24   Stenotrophomonas  0  0  0  4924  2482  2806  0  0  0  86  50  55  484  306  177  960  313  278 Table S4 . Low relative abundance genera pooled into "other" category. Related to Figure 3 ,5. Genera in Test Set 1 or Test Set 2 detected at <1% relative abundance across all samples. Genera in test set 1 represent taxa detected with metagenomic sequencing. Genera in Test Set 2 represent taxa detected with either metagenomic sequencing or 16S amplicon sequencing. * Taxa above 5% relative abundance solely in extraction blanks.
Supplementary Figure 3. Effect of Benzonase treatment on viable counts. Related to
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